Viral RNA was extracted from patient specimens or cell culture supernatants with the NucliSENS EasyMAG semi-automatic extractor (BioMérieux, https://www.biomerieux.com) using specific B protocol. The complete genomes were amplified into 2 amplicons (A, 5 untranslated region [UTR] -2C; no. 4,500 bp) and (B, 2C -3 UTR; no. 3,000 bp). cDNA synthesis was performed with SuperScript III reverse transcription (Invitrogen, https://www.thermofisher.com/us/en/home/brands/invitrogen.html) using a single primer located within the 2C and the 3 UTR. PCR was performed with Invitrogen Platinum SuperFi PCR Master Mix in 20 µL total volume with 2 µL of cDNA, 10 µL of PCR Master Mix, 6 µL of H2O, and 1 µL of each primer (Appendix Table 3 ). PCR primers are indicated for both amplicons in Appendix Table 3 . Gene amplification reactions to obtain the 5 UTR-2C amplicon were performed under the following conditions: 98°C for 30 s, followed by 41 cycles of 98°C for 5 s, 66°C for 10 s, and 72°C for 2 min 20 s, with a final extension step at 72°C for 5 min. To obtain the 2C-3 UTR amplicon, the reaction conditions were 98°C for 30 s, followed by 41 cycles of 98°C for 5 s, 70°C for 10 s, and 72°C for 2 min 25 s, with a final extension step at 72°C for 5 min. PCR products were visualized by 1% agarose gel electrophoresis. Sequencing was performed as previously described (1) with the Big Dye Cycle Sequencing Kit version 3.0 and an ABI 3500Dx automated DNA sequencer (Applied Biosystems, https://www.thermofisher.com/us/en/home/brands/applied-biosystems.html).
Bayesian Coalescent Analyzes
Two parameters, evolutionary rate and divergence times, were inferred from the P1 genomic region encoding the 4 capsid proteins and 3D polymerase gene of enterovirus A71 (EV-A71) and EV-A. The sequence data sets were analyzed with a Bayesian Markov chain Monte Carlo algorithm allowing estimation of the posterior distribution of parameters, which is implemented in the BEAST v1.8.4 program (http://beast.community) (2) . The nucleotide substitution model used was the general time reversible model with 4 gamma rate categories, invariant sites, and partition of the 3 codon positions. A relaxed molecular clock assuming uncorrelated lognormal prior distributions of substitution rates among lineages was used with the Bayesian skyline, which does not assume a specified model of demography (3, 4) . The analyzes were run for 50 million generations, sampling a tree every 5,000 steps and discarding the first 10% as burn-in. Markov chain Monte Carlo convergence and effective sample sizes were checked using the TRACER v1.6 program (http://tree.bio.ed.ac.uk/software/tracer). Analyses were considered to have converged and reached stability after the burn-in period when effective sample sizes were >200. Uncertainty in the estimates was indicated by the 95% highest probability density values. The TreeAnnotator v1.5.4 program (http://beast.community/) computed the maximum clade credibility tree from all plausible trees created during the BEAST run, with the first 10% of trees removed as burn-in. The tree was annotated by using FigTree v1.4.3 (http://tree.bio.ed.ac.uk/software/figtree).
Recombination Detection in Complete Genomes
The EV-A71 C1v2015 genome sequences were compared with 12 EV-A determined in the present study and 31 genomes selected among those available in international databases. The nucleotide similarity patterns were determined with the SimPlot v3. 
